P3098.txt 
SEQUENCE LISTINfa 



DT04 Rec'd PCT/PT© JD. 7 JUL 2UD^ 



<110> Petzelt, christian 
<120> 



cytotoxic Cyplasin of the sea Hare, Aplysia Punctata, cDNA 
Cloning and Expression of Bioreactive Recombinants 

<130> P 3098 

<140> PCT/EP 02/14511 
<141> 2002-12-18 

<150> EP 02 000 388 
<151> 2002-01-07 

<150> EP 02 019 914 
<151> 2002-09-04 

<160> 5 

<170> Patentin version 3.2 

, <210> 1 
V <211> 558 
<212> PRT 

<213> Aplysia punctata 
<400> 1 

Met Ala val Arg Phe Leu Ala Pro Gly Leu Leu Thr Leu Ala Thr Leu 
15 10 15 

Val ser Gly Arg Thr Val cys Glu ser Lys Gin Glu cys Asp Ala Ala 
20 25 30 

Gin Cys Asp Lys Thr Leu Asp val Ala He Val Gly Ala Gly Ala Ala 
35 40 45 

Gly Ala ryr ser Ala Tyr L|u Leu Arg Asn Lys Gly Gin Asn He Gly 

{ r val Phe Glu Phe Cys Asp Arg val Gly Gly Arg Leu Phe Thr Tyr Gin 
65 70 75 80 

Leu Pro Asn Thr Pro Asp val Gin Leu Glu Leu Gly Gly Met Arg Tyr 
85 90 95 

lie Thr Gly Ala His Asn Leu Leu Glu Gly val val Arg Gin Leu Gly 
100 105 110 

Leu Thr Pro Val val Phe Thr Glu Gly Phe Gly Lys Leu Gly Arg Thr 
115 120 125 

Arg jyr Tyr Leu Arg Gly Gin ser Leu Thr Phe Gin Glu val Leu Thr 
130 135 140 

Gly Asp val Pro Tyr Asn Leu Thr val Ala Glu Lys Gin Asn Gin Asp 
145 150 155 160 

seite 1 



P3098.txt 

Asn lie Phe Ala Phe Tyr Leu Lys Glu Leu Thr Arg Phe Asp val Gly 
165 170 175 

Asp Gly Phe Val Thr Arg Glu Gin Leu Leu Lys Leu Arg Val ser Asp 
180 185 190 

Gly Arg Leu Leu Tyr Gln Leu Thr Phe Asp Glu Ala Leu Asp Leu val 
195 200 205 

Ala Ser Pro Glu Gly Lys Glu Phe Ala Arg Asp lie His val Phe Thr 
210 215 220 

Thr Glu val ser Asp Asp Ala Asn Ala val ser val Phe Asp Asp His 
225 230 235 240 

Leu Gly Glu Asp Gly val Gly Glu Glu He His Thr val Gin Glu Gly 
245 250 255 

Met Gin Lys Val Pro Glu Gin Leu Leu Arg Ala Phe Gly Asn ser Ser 
260 265 270 

Val Phe Gly His Arg val Phe Thr Asn Leu Gin Leu Lys Ala lie Arg 
275 280 285 

Ser Lys ser Asp Lys ser His val Leu Tyr Phe Arg Thr Thr Ser Thr 
290 295 305 

val Asp Gly Lys Thr Thr He Leu Lys Phe Glu Pro Leu Gin Lys val 
305 310 315 320 

Cys Thr Arg Gin lie lie Leu Ala Leu Pro val Phe Ala Leu Met Gin 
325 330 335 

val Asp Trp Pro Pro Leu Arg Glu Asn Arg Ala Gin Lys Ala TVr Gly 
340 345 350 

Ala Val Arg Thr He Pro Ala Ser Lys val Phe Met Thr Phe Asp Gin 
355 360 365 

Pro Trp Trp Leu Gin Asn Asp val Thr Asp Phe Pro Ala Phe Val Thr 
370 375 380 

Lys Gly Asp Thr Thr Phe Ser Gin Met Tyr Asp Trp Lys Lys ser Glu 
385 390 395 400 

Ala ser Gly Asp Tyr lie Leu lie Ala Ser Tyr Ala Asp Gly Asn Asn 
405 410 415 

Thr Leu Phe Gin Arg val Leu Arg Asp Gin Gly Glu Pro He Asn Gly 
420 425 430 
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Ser Glu Ala Gly Ala His i1e val ser Glu Pro Leu Lys Asn Gln He 
435 440 445 

Leu Asp His Leu Ala Asp Ala Phe Gly val Pro Arg Ser Asp lie Gln 
450 455 460 

Glu Pro Lys Thr Ala Val Ser Lys Phe Trp Thr Asp Tyr Pro Phe Gly 
465 470 475 480 

Cys Gly Trp He Thr Trp Arg Ala Gly Tyr His Phe Asp Asp val Met 
485 490 495 

Asn Thr Met Arg Arg Pro ser Leu Thr Asp Glu val Tyr val val Gly 
500 505 510 

Ala Asp Tyr Ser Trp Gly Leu lie Ser Ser Trp Val Glu Gly Ala Leu 
515 520 525 

Glu Thr Ser Tyr Glu Val lie Asp Thr Tyr Phe Lys Ser Glu Arg Ser 
530 535 540 

His Asn val Gln Pro Pro ser His Met Ala ser His Val Gly 
545 550 555 

<210> 2 

<211> 421 

<212> PRT 

<213> Aplysia punctata 

<400> 2 

Met Ala val Arg Phe Leu Ala Pro Gly Leu Leu Thr Leu Ala Thr Leu 
1 5 10 15 

val ser Gly Arg Thr val cys Glu ser Lys Gln Glu cys Asp Ala Ala 
20 25 30 

Gln Cys Asp Lys Thr Leu Asp Val Ala lie Val Gly Ala Gly Ala Ala 
35 40 45 

Gly Ala Tyr Ser Ala Tyr Leu Leu Arg Asn Lys Gly Gln Asn He Gly 
50 55 60 

val Phe Glu Phe cys Asp Arg val Gly Gly Arg Leu Phe Thr Tyr Gin 
65 70 75 80 

Leu Pro Asn Thr pro Asp val Gln Leu Glu Leu Gly Gly Met Arg Tyr 
85 90 95 

He Thr Gly Ala His Asn Leu Leu Glu Gly val val Arg Gln Leu Gly 
100 105 110 
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Leu Thr Pro Val Val Phe Thr Glu Gly Phe Gly Lys Leu Gly Arg Thr 
115 120 125 

Arg Tyr Tyr Pro Arg Gly Gin ser Leu Thr Phe Gin Glu Ala Leu Thr 
130 135 140 

Gly Asp val Pro Tyr Asn Leu Thr Val Ala Glu Lys Gin Asn Gin Asp 
145 150 155 160 

Asn He Phe Ala Phe Tyr Leu Lys Glu Leu Thr Arg Phe Asp val Gly 
165 170 175 

Asp Gly Phe val Thr Arg Glu Gin Leu Leu Lys Leu Arg Ala Ser Asp 
180 185 190 

Gly Arg Pro Leu Tyr Gin Leu Thr Phe Asp Glu Ala Leu Asp Leu val 
195 200 205 

Ala ser Pro Glu Gly Lys Glu Phe Ala Arg Asp lie His val Phe Thr 
210 215 220 

Thr Glu val ser Asp Asp Ala Asn Ala val Ser val Phe Asp Asp His 
225 230 235 240 

Leu Gly Glu Asp Gly val Gly Glu Glu lie His Thr val Gin Glu Gly 
245 250 255 

Met Gin Lys val Pro Glu Gin Pro Leu Arg Ala Phe Gly Asn ser ser 
260 265 270 

Val Phe Gly His Arg val Phe Thr Asn Leu Gin Leu Lys Ala He Arg 
275 280 285 

Ala Lys Ser Asp Lys Ser His val Pro Tyr Phe Arg Pro Thr Ser Thr 
290 295 300 

val Asp Gly Lys Thr Thr He Leu Lys Phe Glu Pro Leu Gin Lys val 
305 310 315 320 

Cys Ala Arg Gin He He Leu Ala Leu Pro Val Phe Ala Leu Met Gin 
325 330 335 

Val Asp Trp Pro Pro Leu Arg Glu Asn Arg Ala Gin Lys Ala Tyr Gly 
340 345 350 

Ala Val Arg Thr lie Pro Ala Ser Lys val Phe Met Thr Phe Asp Gin 
355 360 365 

Pro Trp Trp Leu Gin Asn Asp val Thr Asp Phe Pro Ala Phe val Thr 
370 375 380 
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Lys Gly Asp Thr Thr Phe ser Gin Met Tyr Asp Trp Lys Lys 




Pro 



Asn 
400 



val ser Gly Asp Tyr He Leu lie Ala ser Tyr Ala Asp Gly Ser Thr 



<210> 3 

<211> 506 

<212> PRT 

<213> Artificial 

<220> 

<223> Cyplasin with removed secretory leader sequence 

<400> 3 

Ala Tyr Leu Leu Arg Asn Lys Gly Gin Asn He Gly val Phe Glu Phe 
1 5 10 15 



Cys Asp Arg val Gly Gly Arg Leu Phe Thr Tyr Gin Leu Pro Asn Thr 
20 25 . 30 



Pro Asp val Gin Leu Glu Leu Gly Gly Met Arg Tyr lie Thr Gly Ala 
35 40 45 



His Asn Leu Leu Glu Gly val val Arg Gin Leu Gly Leu Thr Pro Val 
50 55 60 



Val Phe Thr Glu Gly Phe Gly Lys Leu Gly Arg Thr Arg Tyr Tyr Leu 
65 70 75 80 



Arg Gly Gin Ser Leu Thr Phe Gin Glu val Leu Thr Gly Asp val Pro 
85 90 95 



Tyr Asn Leu Thr val Ala Glu Lys Gin Asn Gin Asp Asn He Phe Ala 
100 105 110 



Phe Tyr Leu Lys Glu Leu Thr Arg Phe Asp val Gly Asp Gly Phe val 



Thr Arg Glu Gin Leu Leu Lys Leu Arg val Ser Asp Gly Arg Leu Leu 
130 135 140 



Tyr Gin Leu Thr Phe Asp Glu Ala Leu Asp Leu val Ala ser Pro Glu 
145 150 155 160 



Gly Lys Glu Phe Ala Arg Asp He His val Phe Thr Thr Glu val ser 
165 170 175 

Asp Asp Ala Asn Ala val ser val Phe Asp Asp His Leu Gly Glu Asp 
180 185 190 
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Gin Pro Trp He His 
420 



P3098.txt 

Gly val Gly Glu Glu lie His Thr val Gin Glu Gly Met Gin Lys val 
195 200 205 

Pro Glu Gin Leu Leu Arg Ala Phe Gly Asn Ser Ser val Phe Gly His 
210 215 220 

Arg val Phe Thr Asn Leu Gin Leu Lys Ala lie Arg Ser Lys Ser Asp 
225 230 235 240 

Lys ser His val Leu Tyr Phe Arg Thr Thr Ser Thr val Asp Gly Lys 
245 250 255 

Thr Thr He Leu Lys Phe Glu Pro Leu Gin Lys vail Cys Thr Arg Gin 
260 265 270 

lie lie Leu Ala Leu pro val Phe Ala Leu Met Gin val Asp Trp Pro 
275 280 285 

Pro Leu Arg Glu Asn Arg Ala Gin Lys Ala Tyr Gly Ala val Arg Thr 
290 295 300 

lie Pro Ala Ser Lys val Phe Met Thr Phe Asp Gin Pro Trp Trp Leu 
305 310 315 320 

Gin Asn Asp val Thr Asp Phe Pro Ala Phe Val Thr Lys Gly Asp Thr 
325 330 335 

Thr Phe ser Gin Met Tyr Asp Trp Lys Lys Ser Glu Ala Ser Gly Asp 
340 345 350 

Tyr lie Leu lie Ala ser Tyr Ala Asp Gly Asn Asn Thr Leu Phe Gin 
355 360 365 

Arg Val Leu Arg Asp Gin Gly Glu Pro lie Asn Gly ser Glu Ala Gly 
370 375 380 

Ala His He Val Ser Glu Pro Leu Lys Asn Gin He Leu Asp His Leu 
385 390 395 400 

Ala Asp Ala Phe Gly val Pro Arg ser Asp lie Gin Glu Pro Lys Thr 
405 410 415 

Ala val ser Lys Phe Trp Thr Asp Tyr Pro phe Gly Cys Gly Trp lie 
420 425 430 

Thr Trp Arg Ala Gly Tyr His Phe Asp Asp val Met Asn Thr Met Arg 
435 440 445 

Arg Pro Ser Leu Thr Asp Glu val Tyr val val Gly Ala Asp Tyr ser 
450 455 460 
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Trp Gly Leu He ser ser Trp Yal Glu Gly Ala Leu Glu Thr Sen TVr 
465 470 475 480 

Glu val lie Asp Thr xyr Phe Lys ser Glu Arg ser His Asn val Gin 
485 490 495 

Pro Pro Ser His Met Ala ser His Val Gly 
500 505 

<210> 4 
<211> 12 
<212> PRT 
<213> Artificial 

<220> 

<223> Peptide 
<400> 4 

ser Gly Asp Tyr He Leu He Ala Ser Tyr Ala Asp 
1 5 10 *^ 

<210> 5 
<211> 1518 
<212> DNA 

<213> Aplysia punctata 
<400> 5 

gcctaccttt tgaggaataa aggtcagaac atcggggtct tcgaattctg tgacagagtg 60 

ggtggtcggc tgttcaccta tcagttgcct aatacccccg acgtgcagct ggaactgggc 120 

gggatgcggt acatcaccgg cgctcataac ctgctcgagg gagtcgttcg tcagctggga 180 

ctgaccccag tagtgtttac agaaggcttc ggtaagctgg gccgtacacg ctattacctg 240 

aggggacagt ccctgacctt ccaggaagtg ctgacaggcg acgtgccata caaccttacc 300 

gtcgcggaga agcagaacca ggacaatatt ttcgccttct atctcaagga actaacccgt 360 

ttcgacgtag gcgacggttt cgtgaccaga gaacaactgc tgaaactgcg cgtcagcgat 420 

gggaggctcc tctaccaact gacgttcgac gaagccctgg acctggtagc atcgccggaa 480 

ggtaaagaat ttgccaggga cattcacgtg tttacgacgg aggtttcaga cgacgccaac 540 

gcggtttcgg tgttcgacga cgacttaggt gaggacggcg taggcgagga gatccatacc 600 

gtgcaagaag gaatgcagaa agtaccggag caactgctgc gtgcatttgg aaacagttcc 660 

gtcttcggcc acagggtctt cactaacctg caactgaaag caattcgaag caaatccgac 720 

aagagccacg tcctgtactt taggaccacc tccacggttg acggcaaaac aacaattctc 780 

aaattcgagc cgctgcagaa ggtctgcacg cgtcagatta tcctagctct gcctgtgttc 840 

gccctcatgc aggtcgattg gcctcccctg cgtgagaatc gggcgcagaa ggcgtacggc 900 

gcggtcagga ccattccagc gagcaaggtc ttcatgacgt tcgaccaacc gtggtggctt 960 

cagaacgatg tgacagactt cccagcgttt gtgaccaaag gagacaccac tttctcgcaa 1020 
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atgtacgact ggaaaaagtc cgaggcttct ggtgactaca tcctcatcgc ttcgtacgcc 1080 

gacggcaaca ataccctctt ccagagggtg ctgcgcgacc aaggggagcc gatcaacggc 1140 

agtgaagccg gegcccacat cgtgtccgag ccccttaaga accaaatttt ggaccacctc 1200 

gcggacgcgt ttggcgtccc ccgttcggac attcaggagc ccaaaacggc ggtcagcaag 1260 

ttttggactg actacccgtt tgggtgtgga tggattacat ggcgggccgg ctaccacttc 1320 

gacgatgtga tgaacaccat gcgcagaccc tcactcaccg acgaggtcta cgttgtgggt 1380 

gcggactact cttggggcct tatttcttcc tgggtggaag gcgccctgga aacctcctac 1440 

gaggtaatcg atacatactt caaaagcgag cggtcacata atgtgcaacc tccaagccac 1500 

atggcctccc acgtgggc 1518 
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